Abstract. Non-coding RNAs (ncRNAs) regulate numerous genes and influence the progression of various human diseases, including cancer. The role of regulatory ncRNAs implicated in nasopharyngeal carcinoma (NPC), as well as their target genes, remains unclear. The present study aimed to investigate specific long non-coding (lnc)RNAs, circular RNAs (circRNAs) and mRNAs associated with the molecular pathogenesis of NPC, and to predict the underlying target genes of specific lncRNAs and circRNAs. The expression levels of lncRNAs, circRNAs and mRNAs in NPC and chronic nasopharyngitis tissues were detected and analyzed using microarray and bioinformatics techniques. A total of 2.80% lncRNAs (425 upregulated and 431 downregulated) were significantly differentially expressed (DE) between the two tissue types. Additionally, 0.96% circRNAs (18 upregulated and 13 downregulated) were significantly DE, while 2.94% mRNAs (426 upregulated and 341 downregulated) were significantly DE between the two tissue types. In total, 420 NPC-associated nearby encoding genes (196 up-and 224 downregulated) of the DE lncRNAs were identified. Overlap analysis identified 23 DE circRNAs and their corresponding target genes, with 37 microRNAs and 50 mRNAs, from which 14 interaction networks were constructed. Subsequent pathway analysis revealed 221 DE target genes corresponding to 31 key signaling pathways associated with NPC, 14 of which may represent hub genes associated with NPC pathophysiology. Thus, certain lncRNAs, circRNAs and mRNAs are aberrantly expressed in NPC tissues, and partially specific lncRNAs, circRNAs and their target genes may influence the tumorigenesis and progression of NPC. Target prediction and regulatory network identification may help to determine the pathogenic mechanisms of NPC.
Introduction
Nasopharyngeal carcinoma (NPC) is the most prevalent malignancy in southern China and Southeast Asia. In total, ~129,000 new cases are reported annually worldwide, with >70% reported in South China and Southeast Asia (1) . Its pathogenesis is associated with three primary etiological factors; Epstein-Barr virus infection, genetic susceptibility and environmental condition (2) . However, the pathophysiological mechanism underlying NPC progression is yet to be elucidated.
Previous studies have predominantly focused on the function of specific genes expressed in NPC instead of the molecular pathogenesis of the disease (1, 2) . Notably, >98% of human genes are non-protein coding, and the expression of these genes generates non-coding RNAs (ncRNAs) (3) . There are multiple families of ncRNA, including ribosomal (r), short interfering (si), micro (mi), circular (circ) and long non-coding (lnc)RNA (4) (5) (6) . The latter refers to ncRNAs >200 nucleotides in length (4, 5) . Previous studies have reported that lncRNAs are important regulators of numerous biological processes, including tumor progression (7, 8) . miRNAs are a class of small ncRNAs of ~22 nucleotides, which serve as key regulators of multiple disease-associated processes (9) . Unlike linear RNA, circRNAs exhibit a covalently closed continuous loop, and serve as an miRNA sponge to regulate transcription (10) . A number of studies have indicated that ncRNAs play important roles in transcriptional regulation by forming regulatory networks and subsequently interacting with their respective target genes (4) (5) (6) (7) .
lncRNAs and miRNAs have become increasingly associated with the progression of NPC (11) ; however, the majority of studies have solely focused on the role of single or small groups of these molecules. Ma et al (12) reported that lncRNA HOX transcript antisense RNA contributes towards the tumorigenesis of NPC via the upregulation of fatty acid synthase. Moreover, Zhang et al (13) discovered that miRNA-200c acts as an oncogene in NPC, by regulating the phosphatase and tensin homolog genes. To the best of our knowledge, a Integrated analysis of transcriptome profiling predicts potential lncRNA and circRNA targets in human nasopharyngeal carcinoma limited number of studies to date have investigated the association between circRNA expression and NPC, and no data are currently available concerning circRNAs and their target genes in NPC. Shuai et al (14) indicated that circRNA_0000285 may be used as a novel biomarker for NPC radiosensitivity. As the initiation and progression of different types of tumor is a multi-gene, multi-step process, research is typically focused on gene regulatory networks at a genome-wide level.
The purpose of the present study was to comprehensively analyze the expression profiles of lncRNAs, circRNAs and mRNAs in NPC, and their inter-regulatory molecular mechanisms. It was also aimed to identify the target genes of differentially expressed (DE) lncRNAs and circRNAs, and the DE genes (DEGs) within key signaling pathways influencing NPC progression, in order to elucidate the regulatory network in NPC. First, the present study compared the transcriptome profiling of lncRNAs, circRNAs and mRNAs between NPC and chronic nasopharyngitis (CNP) tissues, using microarray technology at the whole genome level. Subsequently, integrated bioinformatics analysis was performed on the three microarray datasets. The results of the present study may help to clarify the associations between lncRNAs, circRNAs and miRNAs (and their target genes), and elucidate the notable regulatory networks involved in the molecular pathogenesis of NPC.
Materials and methods

Specimens.
A total of 42 human nasopharyngeal tissue samples were collected from 42 patients (30 men and 12 women) during nasopharyngeal biopsy between August 2013 and October 2014, at Zhongshan Hospital (Ximen, China). The tissue samples included 21 cases of primary NPC and 21 cases of CNP from patients suspected of having cancer. All specimens were confirmed by histopathological examination. Patients did not receive chemoradiotherapy and biotherapy prior to biopsy. The 21 patients with primary NPC comprised 15 men and six women (age range, 20-69 years; median, 45.5 years), and the 21 patients with CNP comprised 16 men and five women (age range, 21-60 years; median, 43.2 years).
All tissues were immediately stored at -80˚C following biopsy, prior to subsequent RNA extraction. Tumor tissues were isolated via micro-dissection and specimens containing >70% tumor cells were further analyzed. In total, six pairs of NPC and CNP specimens among the 42 collected tissues were selected for lncRNA, mRNA and circRNA expression microarray, while all 42 specimens were used for reverse transcription-quantitative (RT-q)PCR. These specimens were used to evaluate differences in the expression levels between NPC and CNP tissues. The present study was approved by the Medical Ethics Committee of Zhongshan Hospital, Xiamen University (Fujian, China) and written informed consent was obtained from all patients prior to the study start.
RNA extraction and quality control. Total RNA was extracted from each tissue sample using TRIzol ® reagent (Invitrogen; Thermo Fisher Scientific, Inc.) and purified using the RNeasy Mini kit (Qiagen GmbH), according to the manufacturers' protocol. The quantity and quality of the RNA were determined using a NanoDrop ND-1000 spectrophotometer (NanoDrop Technologies; Thermo Fisher Scientific, Inc.) and the RNA integrity was assessed via electrophoresis on a denaturing agarose gel.
RNA labeling, lncRNA and mRNA microarray. Sample labeling and microarray hybridization were performed using a modified version of the Agilent One-Color Microarray-Based Gene Expression Analysis protocol (Agilent Technologies, Inc.). The rRNA was removed from the total RNA sample using the Ribo-Zero™ rRNA Removal kit (Epicentre; Illumina, Inc.) and mRNA was purified using the mRNA-ONLY™ Eukaryotic mRNA Isolation kit (Epicentre; Illumina, Inc.). Subsequently, each sample was amplified and transcribed into fluorescent cRNA along the entire length of the transcripts, using a random priming method. The labeled cRNAs were purified using the RNeasy Mini kit (Qiagen GmbH), and the concentration and specific activity of the labeled cRNAs [pmol cyanine (Cy)3/µg cRNA] were measured using NanoDrop ND-1000 (NanoDrop Technologies; Thermo Fisher Scientific, Inc.). A total of 0.6 µg of each labeled cRNA was fragmented via the addition of 5 µl 10X blocking agent and 1 µl 25X fragmentation buffer. The mixture was heated at 60°C for 30 min, and 25 µl 2X GEx hybridization buffer (Agilent Technologies, Inc.) was added to dilute the labeled cRNA. A total of 40 µl hybridization solution was dispensed into a gasket slide and placed into the Human LncRNA Array (version 3.0; 8x60 K; Arraystar, Inc.), which contained 30,586 lncRNAs and 26,109 mRNAs. The slides were incubated for 17 h at 65˚C in an Agilent Microarray hybridization oven. The hybridized arrays were washed with Gene Expression Wash Buffer (Agilent Technologies, Inc.) and subsequently fixed with 3.7% paraformaldehyde for 15 min at room temperature prior to being scanned using the Agilent DNA Microarray Scanner System (G2505C; Agilent Technologies, Inc.).
Agilent Feature Extraction software (version 11.0.1.1; Agilent Technologies, Inc.) was used to analyze the acquired array images. Quantile normalization and subsequent data processing were performed using the GeneSpring GX software package (version 11.5.1; Agilent Technologies, Inc.). Following quantile normalization of the raw data, lncRNAs and mRNAs that were flagged as Present or Marginal ('All Targets Value'), in ≥6 out of 12 samples, were selected for further analyses. Significantly DE lncRNAs and mRNAs (fold-change ≥2.0; P≤0.05) between the two groups were identified via volcano plot filtering. Hierarchical clustering was performed using the Agilent GeneSpring GX software (version 11.5.1; Agilent Technologies, Inc.). Gene Ontology (GO; http://geneontology. org) and Kyoto Encyclopedia of Genes and Genomes (KEGG; http://www.genome.jp/kegg) pathway analyses were performed using the standard enrichment computation method for DE mRNAs. GO analysis was performed in order to characterize genes and gene products in terms of cellular component, molecular function and biological process. KEGG pathway analysis was performed to identify the signaling pathways in which DE mRNAs underwent significant enrichment, and thus predict the underlying biological functions of the DEGs. P<0.05 and the false discovery rate denoted the significance of the GO term enrichment and the biological pathways. The computational data analysis was performed by Kangchen BioTech Co., Ltd.
RNA labeling and circRNA microarray. Sample labeling and Arraystar Human circRNA Array hybridization (Arraystar, Inc.) were performed according to the manufacturer's protocol. Briefly, circRNAs were treated with RNase R (Epicentre; Illumina, Inc.) to remove the linear RNA. Each sample was subsequently amplified and transcribed into fluorescent cRNA using the Arraystar Super RNA Labeling kit (Arraystar, Inc.) and a random priming method. The labeled cRNAs were purified using the RNeasy Mini kit (Qiagen GmbH) and the concentration and specific activity of the labeled cRNAs (pmol Cy3/µg cRNA) was determined using NanoDrop ND-1000 (NanoDrop Technologies; Thermo Fisher Scientific, Inc.). A total of 1 µg of each labeled cRNA was fragmented using 5 µl 10X blocking agent and 1 µl 25X fragmentation buffer. The sample was heated at 60˚C for 30 min, and 25 µl 2X hybridization buffer (Agilent Technologies, Inc.) was added to dilute the labeled cRNAs. A total of 50 µl of hybridization solution was dispensed into a gasket slide and assembled into the Arraystar Human CircRNA Microarray slide (Arraystar, Inc.). The slides were incubated for 17 h at 65˚C in an Agilent hybridization oven. The hybridized arrays were washed with Gene Expression Wash Buffer (Agilent Technologies, Inc.) and subsequently fixed in 3.7% paraformaldehyde for 15 min at room temperature, prior to being scanned using the Agilent Microarray Scanner System (Agilent Technologies, Inc.).
The scanned images were imported into Agilent Feature Extraction software (version 11.0.1.1; Agilent Technologies, Inc.) for raw data extraction. Quantile normalization of the raw data and subsequent data processing were performed using the R software package (version 3.28.0; http://bioconductor. org/packages/edgeR). Low-intensity filtering was performed and circRNAs that were flagged as Present or Marginal ('All Targets Value') in ≥6 out of 12 samples were retained for further analyses. The fold-change between the groups for each circRNA was computed to allow for comparisons between two groups of profile differences (such as cancer vs. inflammation). circRNAs with a fold-change ≥1.5 and P≤0.05 were selected as significantly DE. The analysis outputs were filtered and the DE circRNAs were ranked according to their fold-change and P-value using Microsoft Excel's Data/Sort & Filter functionalities (Microsoft Corporation). The computational data analysis was performed by Kangchen BioTech Co., Ltd.
RT-qPCR validation. Randomly selected DE lncRNAs, mRNAs and circRNAs were evaluated using RT-qPCR. The specific primer sequences for 12 lncRNAs, eight mRNAs and four circRNAs were designed using Primer (version 5.0; Premier Biosoft, Inc.) and are presented in Table SI . The total RNA (1.5 µg) was reverse transcribed into cDNA using the PrimeScript TM RT Reagent kit (Takara Bio, Inc.), according to the manufacturer's protocol. qPCR was performed on a total reaction volume of 10 µl, comprised of 5 µl 2X Master Mix (Arraystar, Inc.), 0.5 µl each of the PCR forward and reverse primers (10 µM), 2 µl DNA and 2 µl double-distilled water. The following thermocycling conditions were used for RT-qPCR: An initial denaturation step of 10 min at 95˚C, followed by 40 cycles of 95˚C for 10 sec and 60˚C for 1 min. All experiments were performed in triplicate. For RT-qPCR validation analysis, all 42 samples were normalized to GAPDH. The fold-change in expression was calculated using the 2 -ΔΔCq method (15) .
Identification of the nearby coding genes of DE lncRNAs.
A nearby coding gene is defined as a coding transcript <300 kb between the DE lncRNA and the neighboring coding mRNA. In the present study, genomic coordinate analysis of DE lncRNAs was performed alongside computational analysis of lncRNA and mRNA microarray data. The NPC-associated DE lncRNAs and their neighboring coding genes were annotated, and genomic coordinates of the lncRNAs, and the association between an lncRNA and its nearby coding gene were also detailed. Additionally, nearby coding genes of DE lncRNAs in NPC were obtained following lncRNA classification, subgroup analysis and genomic coordinate determination.
Predictive analysis of potential targets of DE circRNAs.
Overlap analysis was performed via three steps. First, the circRNA-miRNA interaction was predicted with Arraystar's proprietary miRNA target prediction software (version 1.0) using datasets retrieved from the TargetScan and miRanda databases, and the DE circRNAs within all the comparisons were annotated in detail using the circRNA-miRNA interaction information. A total of five target miRNAs for each DE circRNA were subsequently identified according to the number of conservative miRNA binding sites. Subsequently, the candidate target mRNAs for the selected target miRNAs of DE circRNAs were analyzed using Overlap software (version 1.0; Kangchen BioTech Co., Ltd.), based on three miRNA databases (miRanda, miRDB and TargetScan). The intersection of the mRNAs between the aforementioned candidate mRNAs, and the mRNAs in the lncRNA and mRNA microarray data, was determined using Venny software (version 2.1; http://bioinfogp.cnb.csic.es/tools/venny/index.html).
Following the determination of DE circRNAs and their corresponding target genes, the circRNA-miRNA-mRNA regulatory network was constructed and visualized using Cytoscape software (version 3.7.1; http://www.cytoscape.org).
Statistical analysis. The differences in lncRNA, circRNA and mRNA expression levels between NPC and CNP tissues (from the microarray and RT-q-PCR data) were analyzed using the paired Student's t-test, according to their fold-change. Fisher's exact test was used for GO and pathway analyses. P<0.05 was considered to indicate a statistically significant difference. For the microarray analysis, the false discovery rate was calculated to correct the P-value.
Results
Profiles of DE lncRNAs and mRNAs.
Among all the lncRNA and mRNA probes in the microarray, 2.80% (856/30,586) lncRNAs (425 upregulated and 431 downregulated) and 2.94% (767/26,109) mRNAs (426 upregulated and 341 downregulated) were significantly DE between the two groups (Tables SII and SIII) . The top 20 most significantly DE lncRNAs consisted of more upregulated lncRNAs compared with downregulated lncRNAs (ratio, 16:4). Furthermore, uc004ebm.1 (fold-change, 38.478134) was the most significantly upregulated lncRNA, while ENST00000572818 was the most significantly downregulated lncRNA (fold-change, 12.04174). Of the 20 most significantly DE mRNAs; the number of upregulated and downregulated mRNAs were equal (ratio, 10:10). Furthermore, SPRR2E (fold-change, 63.81733) was the most significantly downregulated mRNA, while PCDH10 (fold-change, 18.465176) was the most significantly upregulated mRNA. Differences in mRNA expression between NPC and CNP tissues are presented using a volcano plot, scatter plot and clustering heat-map (Fig. 1A-C, respectively) . In addition, pathway analysis revealed that 31 significantly enriched signaling pathways (18 upregulated and 13 downregulated) corresponded to DE mRNAs in this microarray (Tables I, II , SIV and SV).
Profiles of DE circRNAs. In the circRNA microarray, 0.96% of all probes (31 circRNAs, 18 upregulated and 13 downregulated) were significantly DE between the NPC and CNP samples (Tables III and SVI) . These comprised two circRNAs (upregulated); hsa_circRNA_100160 (circRNA identifier) and hsa_circRNA_100989, with >6-fold-change differences in expression. The variation of circRNAs between NPC and CNP tissues is presented in a volcano plot, scatter plot and clustering heat map ( Fig. 2A-C, respectively) .
Validation of selected DE lncRNAs, mRNAs and circRNAs using RT-qPCR.
Of the 12 selected DE lncRNAs (NR_027358, ENST00000566575, ENST00000560280, ENST00000411815, ENST00000565929, ENST00000457799, ENST00000514571, ENST00000440518, uc010zye.1, ENST00000443373, ENST00000513638 and ENST00000429469), only ENST00000560280 exhibited significantly opposing microarray expression patterns, which was compared with those resulting from RT-q-PCR analysis. Changes in the expression levels of the other 11 lncRNAs were also verified by RT-q-PCR (Fig. 3A) . Of the 8 selected DE mRNAs (SHISA8, XAF1, RORA, MEF2C, TXLNB, MCM2, STAT1 and caspase 3), the expression levels of all except MCM2 exhibited the same trends of up-and downregulation as the microarray data, which indicated a significant difference between NPC and CNP tissues, following RT-qPCR (Fig. 3B) . The changes in expression of the four selected DE circRNAs (hsa_circRNA_104204, hsa_circRNA_101252, hsa_circRNA_100160 and hsa_circRNA_001430) were consistent with the results of microarray analysis (Fig. 3C) .
Prediction of potential targets of DE lncRNAs.
Following bioinformatics and genomic coordinate analyses, the NPC-associated nearby coding genes of DE lncRNAs were listed in the relevant tables (Tables IV, V , SII, SVII and SVIII), including their association and corresponding gene accession number, gene name, protein name, gene strand, gene start location and gene end location. In summary, 420 NPC-associated nearby coding genes, corresponding with DE lncRNAs, were accurately defined and comprised 196 upregulated and 224 downregulated genes.
Prediction of potential targets within significant pathway. In total, 31 significantly enriched signaling pathways (18 associated with upregulated and 13 associated with downregulated genes) were obtained via pathway analysis. Among the 31 signaling pathways corresponding to DE mRNAs, each included a different number of DEGs associated with the pathway identifier. The most significant enrichment pathway was upregulated and included 20 targeted genes associated with 'cytokine-cytokine receptor interaction-Homo sapiens (human)'. The least significantly enriched pathways were downregulated and only included two target genes; the target genes, SULT2B1 and SUOX, were involved in 'Sulfur Metabolism-Homo sapiens (human)', while the CTSG and MME genes were identified within the 'Renin-angiotensin system-Homo sapiens (human)'. In summary, 221 potential target genes are closely associated with 31 key signaling pathways in NPC (Tables I and II) .
Prediction of potential target miRNAs of DE circRNAs.
All DE circRNAs were annotated in detail with their respective circRNA-miRNA interaction network information (Table SVI) . A total of five miRNA response elements for each DE circRNA were predicted from the results of the circRNA microarray (Table III) .
Prediction of potential targets of DE circRNAs.
In combination with the lncRNA, mRNA and circRNA microarray datasets, the original results of the overlap analysis were exported (Table SIX) . Upon induction, 23 DE circRNAs (16 upregulated and 7 downregulated) and their associated target genes (37 miRNAs and 50 mRNAs) were selected. A regulatory network, including 37 circRNA-miRNA interactions and 50 miRNA-mRNA interactions, was then constructed (Table VI and Fig. 4) , in which 14 circRNA-miRNA-mRNA regulatory modules were identified (Fig. 5) . According to the data, there is no one-to-one correspondence between circRNA and its target genes. For example, hsa_circRNA_104405 is associated with 2 target miRNAs (hsa-miR-122-5p and hsa-miR-205-5p), while hsa-miR-122 is associated with 1 target mRNA (RIMS1) and hsa-miR-205-5p is associated with 3 target mRNAs (CENPF, FRK and SCD5).
Discussion
NPC is a type of head and neck cancer with a high incidence and poor overall survival rate, particularly in the endemic regions of Southeast Asia (4). Although a clear understanding of its etiology is yet to be determined, NPC is widely suspected to be the result of both genetic susceptibility, exposure to certain environmental factors or Epstein-Barr virus infection (1,2). Genome-wide association and regulatory ncRNA studies may improve understanding of the etiological and essential molecular mechanisms underpinning NPC progression (14, 16, 17) . The non-coding regions of the human genome have been closely associated with the biological processes of disease (6) . Furthermore, it has been demonstrated that lncRNAs, miRNAs and circRNAs all regulate the physiological and pathological processes of numerous types of cancer, and that these regulatory ncRNAs can affect the functions of their target mRNAs (11, (17) (18) (19) . It has been reported that ncRNA molecules influence tumorigenesis and tumor progression by forming regulatory networks with their target genes (10), which corresponds with the multi-gene and multi-step regulation of tumor development.
Certain studies have investigated the ncRNA regulatory networks that influence the occurrence and development of various types of tumor, including NPC (10, 11, 13, 20) . Therefore, in order to delineate an NPC-specific regulatory gene network containing ncRNAs in >10,000 human genes, the comprehensive identification of NPC-associated DE ncRNAs and their targets represents the initial step in establishing this network. To the best of our knowledge, the present study is the first to simultaneously screen and predict the possible target genes of DE ncRNAs (lncRNAs, miRNAs and circRNAs) using three sets of high-throughput microarray data based on transcriptome profiling of NPC tissues. The results constitute a foundation for subsequent comprehensive studies into the regulatory network behind the molecular pathogenesis of NPC.
In the present study, >100 DE lncRNAs and mRNAs were identified in NPC tissues. Subsequently, the NPC-associated nearby coding genes that may represent targets of DE lncRNAs were predicted via bioinformatics analysis, and their associations between DE lncRNAs, nearby coding genes and genome coordinates were also evaluated. Pathway analysis was conducted to determine the biological function of the selected DE mRNAs in NPC pathogenesis, and to predict the essential genes regulating various NPC-associated signaling pathways. Renin-angiotensin system-Homo sapiens (human) CTSG, MME hsa04060
Cytokine-cytokine receptor interaction-AMHR2, CCL17, CCL19, CCL21, CD40LG, CXCL12, Homo sapiens (human) LEP, TNFRSF10D, TNFRSF13C hsa04062
Chemokine signaling pathway-Homo sapiens CCL17, CCL19, CCL21, CXCL12, GNG7, RASGRP2, (human) VAV3 hsa04672
Intestinal immune network for IgA CD40LG, CXCL12, TNFRSF13C production-Homo sapiens (human) hsa05030
Cocaine addiction-Homo sapiens (human) CDK5R1, DLG4, FOSB DEGs, differentially expressed genes.
Additional target genes of DE lncRNAs were identified from 31 significantly enriched signaling pathways associated with NPC. The results suggest that aberrantly expressed lncRNAs may influence NPC development and progression through certain mechanisms, such as the interaction between a DE lncRNA and its adjacent protein-coding gene, or via interaction with its target gene in the corresponding signaling pathway. Thus, lncRNA-mRNA networks may serve an important role in the transcriptional regulation of NPC. Pathway analysis demonstrated that 31 signaling pathways were associated with DEGs, including 18 pathways associated with upregulated, and 13 associated with downregulated genes; three of these pathways ('cytokine-cytokine receptor hsa-let-7i-5p
-----------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------
circRNA, circular RNA; miRNA, micro RNA; MRE, miRNA recognition elements. interaction', 'chemokine signaling pathway' and 'neuroactive ligand-receptor interaction') were simultaneously associated with upregulated and downregulated signaling pathways. Of the 74 target genes associated with the above three pathways, 14 genes (LEP, CCL17, CCL19, CCL21, CXCL12, CCL2, CCL4, CCR8, CXCL10, CXCL2, CXCL3, CXCL6, CXCR6 and GHR) were separately involved in ≥2 of these pathways. The functions of these target genes were associated with the following biological processes: 'Signal transduction', 'cell adhesion and migration', 'cell proliferation', 'inflammatory cell infiltration', 'angiogenesis' and 'immunoregulation'. Additionally, various pathways and target genes were associated with the development and progression of several other human cancer types (21) (22) (23) . The present results indicate that the three aforementioned pathways, and 14 identified genes, may represent key regulators of NPC tumorigenesis. Additionally, multiple DE circRNAs associated with NPC, and their target miRNAs/mRNAs, were investigated alongside their corresponding association and genome mapping. However, thus far, no detailed reports are available on the association between circRNAs and their targets in NPC. The present study identified regulatory circRNA-miRNA-mRNA networks in NPC, which contained different modules consisting of relevant target genes. The current results indicate that aberrantly expressed circRNAs may influence different pathophysiological mechanisms of NPC via interaction with miRNAs and mRNAs, and also that the circRNA-miRNA-mRNA motifs serve a key regulatory function in NPC. Taken together, the present data indicate that lncRNAs do not serve an isolated role, but target the mRNAs of various other genes, and influence other associated genes involved in the tumorigenesis and progression of NPC, by forming regulatory networks.
In the circRNA-miRNA-mRNA network, 50 mRNAs were identified as the final functional genes. According to the National Center for Biotechnology Information gene database, the functions of these target genes were associated with the following physiological and pathological mechanisms: 'Environmental stress', 'cell motility and migration', 'cytoskeleton', 'antiproliferative activity', 'regulation of voltage-gated calcium channels', 'cell proliferation and apoptosis', 'desmosome formation', 'annexin', 'B lymphocyte antigen receptor' 'bimodal regulator of epidermal growth factor receptor and mitogen-activated protein kinase signaling', 'extracellular matrix protein' and 'chromosome segregation'. Notably, previous studies have revealed that certain identified target genes are associated with cancer cell proliferation and metastasis (24, 25) , and thus serve important roles in NPC development and progression (26) (27) (28) .
Overall, the present study simultaneously identified DE lncRNAs, circRNAs and mRNAs between NPC and CNP tissues via the integrated analysis of three transcriptome profiling datasets. Furthermore, potential target genes for these DE ncRNAs, and key signaling pathways associated with NPC, were identified using bioinformatics analysis. Finally, possible regulatory networks comprised of different modules in NPC were predicted and constructed. The present study serves to evaluate the association between these genes and NPC at the RNA transcriptome level. It also provides novel information to elucidate the molecular pathogenesis of NPC from a networking perspective. In further studies, the biological functions of these regulatory networks in NPC should be verified.
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